ABSTRACT
INTRODUCTION
Rabies is one of the most feared lethal zoonotic diseases known to humanity. It is caused by highly neurotropic, single stranded RNA virus which belongs to genus Lyssavirus of the family Rhabdoviridae (Wunner et al., 1988) . In India rabies is enzootic and is a serious public health problem (Nagarajan et al., 2006). About 17.4 million Indians are exposed to rabies every year and post exposure prophylaxis costs around $25 millions (Menzes, 2008) . The clinical diagnosis of rabies is suggested by epidemiological (history of exposure) and clinical findings. However, making a reliable diagnosis based on clinical presentation can be difficult to distinguish from other viral encephalitic conditions (Emmons, 1979) . Therefore, diagnosis is often confirmed late in the course of the disease or postmortem (Fishbein et al., 1991) . With the advent of molecular approaches, it is now possible to detect rabies antemortem. The early detection of this dreaded disease is of utmost importance to eliminate the number of contacts that require post exposure prophylaxis.
The rabies virus is present in nerve cells surrounding the base of hair follicles (Madhusudana and Sukumaran, 2008 
MATERIALS AND METHODS
Collection of skin biopsy: Skin biopsy samples were collected from 20 rabies suspected animals (7 buffaloes, 5 cattle and 8 dogs) presented to the Veterinary Clinics, GADVASU, Ludhiana, Punjab and Civil Veterinary Hospital of different districts of Punjab. Soon after the clinical diagnosis was made, the skin biopsy samples (with a minimum of 10 hair follicles) were collected with the help of sterilized skin biopsy punch. Skin biopsy samples obtained from two healthy animals served as negative controls. Inactivated VP12 rabies virus strain (Rabigen vaccine) was used as positive control. RNA Extraction and cDNA Synthesis: Total RNA from skin samples, positive and negative controls was extracted using Qiazol (Qiagen, USA) according to the manufacturer's instructions. The RNA was subjected to cDNA synthesis using a primer RabN1 (30 pmol/µl) and subjected to 65ºC for 10 min and was later snap cooled on ice and briefly spun down. cDNA synthesis was done using high-capacity cDNA reverse transcription kit (Applied Biosystems, USA). Reverse transcriptase (Applied Biosystems, USA) mix was prepared and subjected to conditions 25 0 C for 10 min, 37 0 C for 2 h, 85 0 C for 5 min and chilling on ice for 5 min in a thermal cycler (Eppendorf).
Analysis of nucleic acid: RNA and cDNA concentration was measured using Nano Drop Spectrophotometer (Nanodrop Technologies, CA) in ng/µl and quality was checked as a ratio of OD 260/ 280. The TaqMan real time PCR applied on 20 skin biopsy samples were able to diagnose rabies in 11 skin biopsy samples (Table 2) while, FAT on brain samples diagnosed rabies in 13/20 brain samples. From the present study it could be concluded that TaqMan real time PCR is useful, specific, and sensitive and better molecular approach for antemortem rabies detection from skin samples of rabies suspected animals. Results correlate well with those of the post-mortem fluorescent antibody test performed on brain specimens of same animals after death.
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